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= S B RFiB e Y METHOD ° F SCREENING DRUG WITH ™ E USE °F °7 kDa LAMININ RECEPTOR AND DRUG OBTAINED 



g (54)f|^€^: 67kDa7S->- <)--^91s$kTk.Xf**X.\Z& y 

S ( t? Ab ^* Ct l 11 1' int6 u d ^ t0 Pr ° Vide 3 n ° VeI meth ° d ° f screeni "g a dru § with use of a 67 kDa laminin receptor and a drug 
^ »n T1 f erE H V, °f ^^ning a drug having an effect of inhibiting cell proliferation, an angiogenesis inhibitory effect 

^"effect of inhibtung cancer cell metastasis, a nerve protecting effect, an antiallergic effect, an antiareteriosclerotic effect and/or an 

^ f i£ T° n WUh Creutzfe,dt - Jak °b disease which involves the step of qualitatively or quantitatively measuring the 

< S^TtS, bindmg of a test compound to a 67 kDa laminin receptor, and judging that the test compound is a drug having an effect 
°f ' n h,b It ,ng ce 1 prohferaton, an angiogenesis inhibitory effect, an effect of inhibiting cancer cell metastasis, a nerve protecting 
_ effect, an antiallergic effect, an antiareteriosclerotic effect and/or an effect of inhibiting infection with Creutzfeldt-Jakob disease in 
fte case where it ,s found out by the results of the measurement that the test compound binds to the 67 kDa laminin receptor, and a 
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6 7 kD a 7 - ^ • u± ? — & m fcmV>} <d * ? y — =• 

# 3£ 6 7 k D a ^ ^ — :/ • V'-fe:/^*- ^^j^fc^i^© 

fist 

6 7 kDa7^y • Ut/^ (^f, r 6 7 L R j £ 
ft5 w i i^>5 6 ) te N 295i®7^;l^3-Kt5 
mRNA^feiiR^t3 7 kDaiI#:ISS^, #ffl J3& I*) 

fi ^ n - 4 flc <ffc £ V) 6 7 kDa i 4o feg 0 , 

* # -r ^r^y vij: t t niiiaiitM^f if tTiii:* 

T7$-y-l-t/^-i LtilltS (Biochemistry, 1995, 
34: 11276-11287, T. H. Landowski £> N J. Cell. Bioch 
em, 1998, 69: 244-251, S. Buto b) 0 £ ft , 37kDaf 

fcB4LTVN5;fciS, £ b K # £0 Wffi M § 6 « (MG 
r 1-Ag) £LT5&^£;ft,-r^fct>©£|II — T'feS:^ 
W & »H $ *L T V> 5 (Cell. Mol. Life Sci., 2002, 59: 
1577-1583, Y. Shi h ) . C<Z>7S;~^-Ui?;/^-<D#< 
(DffimjfaT* <Dm&%i t V^ p 7 s - * J; V) % eFLffi*#M^#ffi 

$ tl/TV^ 5 (Anticancer Research, 1999, 19: 5535-5542, 
J. H. Coggin, Jr£>) 0 ^ ^ ^ v • 1/ t ^ ^ - ft R |c 6 7 L 
RK^fcl 0«fe8&«fc$jh,TV>5tfS % * © * 6 7 LR 
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f9 (Breast Cancer Research and Treatment, 1998, 52: 
137-145, S. Menard h . Clinical Cancer Research, 1997, 3: 
227-231, G. Fontanini >Clinical Cancer Research, 1996, 
2: 1777-1780, F. Basolo J. Natl. Cancer Inst, 1991, 

83: 29-36, V. Cioce h ) > Wj %Q * 7* A' # t? tt ^ $H O if ?jt , 

^ ^ # T :/ * B # £ 9 W & m (g r t#*ts^tv^5, 
6 7 L R © U ^yK-efeSyUyOlSUflfcligfiS; 

tri^^$JltV^5 (Breast Cancer Research and 
Treatment, 1998, 52: 137-145, S. Menard 0 

UTf^Itfe6 7 LRffi^^^Jja^^, 5c O H jfcffl j& £ 9 ^ 
? * O ^ ^M^i *5 T ^ ^ M 3® *i Jit c> <g T M 

tl, T V* 3 (British Journal of Cancer, 1999, 
80: 1115-1122, K. Satoh h) 0 £ h K i± . {| 6 7 L R 31 ^ 

^^llTV^S (Cancer Letters, 2000, 153: 161-168, M. 
Tanaka £>) „ IrHHJC 67LR *f -f" 5 #: & ffi V> tc M m U 

kfrTV^-S (Jpn. J. Cancer Res., 1999, 90: 425-431, K. 
Narumi £> ) „ 
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# mm m m K & ^ x , 6 i l r <d mm k ^ x m ^ ^ n 

( $✓ * x ^ ^-r^^7^r^lft-^n y is - ^ y 
^ ^ - W yw-Y^^-^y > ^ - -fe y is ~ 7 ;v 3? ~ is ) % 

- ^ y ^y-fn^y-ty ^ - ^ y s^^-t^^^^^k 
-7;^-y-v/^f^ y) t <k o T^fiJ $ ^ 5 - i 
£*l/TV^ (Am. J. Pathol, 2002, 160: 307-313, D. 
Gebarowska h) 0 ilf^^atet^tSlflfTJfcioTi^ 
& ft>ZWim&<k k <DtoJ*&ftffi £ frx^ Z eNOS^^^N 
Omtkti^ 6 7LRtm&~t-Z>7$~lsm&s<^?^7># 4 

K ( f n i/ y - ^ yn-f yy-^!) y ^ - -tr y v-r/i^^- 

^)fciot»«t5:t#*t$ftTV>5(J. Biol. Chen. , 
1999, 274: 15996-16002, T. Gloe ) 0 

^3fiO#^T'«. 6 7 L R ? » >T y 7 a A* h-^^^^O 

#,^y ty^»^UT>f > 9 y i? — > 3 ^ £ ti 5 z t # , 

* & k * > * + V 1i - is a is & m h* * << ^ & ft $ 

foX 5 (EMBO J, 2001, 20: 5863-5875, S. Gauczynski h ) . 
6 7 L R « * ft % T|ffl^(D^-7 ? i r v y |.- t?fe§CD 4 5RO 

+ /CD4 5RA-O^^U^UJ§oCD4 + CD8-|fc 
ftCD4-CD8+©f/ty h«T?*Slt^5:i#| 
6 7 LR©^i|^©#l^^^$tlT^§ (J. I 
mmunol, 1999, 163: 3430-3440, S. M. Canfieldfe) 0 

6 7LR(7)mRNA^^(cM-r^#^^mod^#^-r<5o 
a&WJffPJH^^ibSp 5 3 ^fcffim^X h Z T N F - 7 T 
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^ 5 (Biochem. Biophys. Res. Commun. , 1998, 

251: 564-569, N. Clausse h ) 0 fc /c b , : (!) i 5 4 ^ ffi 4 
$S IB \Z. m -P Z tW.M£thX^Z> 6 7 LR^^i-§^^^>fb 
5 & m <D m & it ft Vn 0 

T n TEGCGJ irlfc-rS^irkfeS. ) te % 5£ O # ^ :/ 
10 TEGC], TECG], FECJ i»t5:iU5) f 

GCGtel 9 4 7 % A. Bradf ield b (C i o t^I 
15 ^ T? <fe> <5 (J. Chem. Soc. , 1947, 32: 2249, A. E. Bradfie 
Id h ) o 

EGCG^^-feT^O^^^^SO^S^ffi^UTfi, #C 
fct ^ , « V- ^ n - /V _h # #p ffjij % ifo. jE _h # £p ftK 

20 SiTV/^-, fcL^-f^*, 3?$, 1^7 

* - 9&m, m £ frX V^ 5 (^^miM, *t $sc -- 

1^1, ^^ffl)|g-fe^^-, 2002) 0 

25 11 • *E ^ R& £ tfs ffl , SfcjfiLtf*f£ia*tfsJB*S*>5 0 * i£ CD $g 
^ T? fct , EGCGIi6jfci|fflJjS©DNA^^%pifLr^h 
— ^ * Sr Bf # *t* 5 £ t & (Int. J. Mol. Med., 2001, 7: 
645-652, D. M. Smith ) , ^tcEGCG^%^^mW<Di$ 
M&&mir Z Z k £ flT ^ Z (J. Cell. Biochem., 
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2001, 82: 387-398, K. T. Kavanagh h ) . £ kfc , EG 

«t^*$^TV^5 (Arch. Biochem. Biophys, 2000, 376: 
338-346, N. Ahmad h ) „ 

&m • fi^fcHLtli, # 7=" > ^ W js jj £ v<» 

mffi,<D7^ -7**9*? 5; -^-©g^&EGC G *s pj. 

lt§:HS|gHTV^ (Cancer Lett., 1995, 98: 27 
-31, M. Suzuka h , Cell Biol. Int. , 1993, 17: 559-564, M. 
Isemura£, % Cancer Lett., 2001, 173: 15-20, Y. Suzuki 
b) o 

$e>(c, ^ ti & % r * >- & % <d & ^ u /i, <d mm & m & m 
$ *b -c ^ s h e r - 2ttmMmmmm<DmM&m&&&&}K 

* ©TW^ $ tlX V^ § (Cancer 

Res., 2002, 62: 652-655, S. Pianetti £> ) 0 

fi^^'^^^jfiL^^^^jjg^^jjigg^^ feSVEGF©U-fe 

& *u T v> 3 . - # 7- ^ >- <£> £t ^ ft • #l 7 # >v m «: 

«#U*VNfc##*ttxVN<5 (Cancer Res, 2002, 62: 381-385, 
S. Lamy ) 0 

ffiOi|lH^f$)5PDGF-BBtj;5j|iifjp 

W S1 1" 5 i i t , ■^fe 4 i : ^iiEj¥^^ftjt-§-i : ^^^$t^TV^ 
<5 (FASEB J, 2002, 16: 893-895, A. Sachinidis h) „ 
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$ h \Z. , EGF - 2 iaH ytf#f©if|4f^|^ 
^iSg©t|llrEGCG^Jp$jt5 > £ # ^.^ $ T V n -5 
(Nature, 1999, 389: 381, Y. Cao fe) „ EGCG#7#F 

^ (Biochem. Biophys. Res. Commun, 2001, 285: 1102-1106, 
S. Hayakawa h) , ±!BE G C GOf^ffl^F a s 

n — H £ & #jj fftj U , o v y ^ Uir ^ ^ — t I RS 

ii J *t$iltV>5 (J. Biol. Chem. , 2002, 277: 34933-34940, 
M. E. Waltner-Law h ) „ 

» < #tt««ft*/8 (J. Biol. Chem., 2002, 

277: 30574-30580, Y. Levites b) , ^ < (O # K * £ #U ffpj 

#^*lJfflt5r i & (J. Agric. Food Chem, 2002, 50: 
5729-5734, Y. Fujimura h ) , Hl:tt|(f C*5^T I L- 
M-^aoTil^5COX-2^NO^|||2 0 
»SS:EGCGijSflliSiJt5ri*Sit$^TV^5 (Free 
Radical Biology & Medicin, 2002, 33: 1097-2002, S. Ahmed 

r «r * - y s/ h t vxmmmmmmfFm^*^^ % fcfr^fc 
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25 Jpn. J. Cancer Res. , 1999, 90: 425-431 
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Am. J. Pathol, 2002, 160: 307-313 

(iiffXii 3 ) 

J. Biol. Chem. , 1999, 274: 15996-16002 
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J. Immunol, 1999, 163: 3430-3440 

( 4¥ # hf x m 1 6 ) 
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(tt&wxm i 7 ) 

J. Chem. Soc. , 1947, 32: 2249 
(*#ffXHl 8 ) 

%<Dmm, nmm-rn £> i> misi? ^ ^ ~ N 2002 
( # # yp ^ # 1 9 ) 

Int. J. Mol. Med., 2001, 7: 645-652 

( * # m 2 0 ) 
J. Cell. Biochem., 2001, 82: 387-398 

(##fr 3rm 2 i ) 

Arch. Biochem. Biophys, 2000, 376: 338-346 

( # # fr 3t fit 2 2 ) 
Cancer Lett. , 1995, 98: 27-31 

( # «? * a m 2 3 ) 

Cell Biol. Int., 1993, 17: 559-564 

( * # W X ft 2 4 ) 
Cancer Lett., 2001, 173: 15-20 

( * W t* X ft 2 5 ) 
Cancer Res. , 2002, 62: 652-655 

(^#^Xt2 6 ) 
Cancer Res, 2002, 62: 381-385 

( # # * x m 2 7 ) 

FASEB J, 2002, 16: 893-895 

(##fr:stft 2 8 ) 
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Nature, 1999, 389: 381 

(##ifJi2 9 ) 
Biochem. Biophys. Res. Commun, 2001, 285: 1102-1106 

( * m W X lft 3 0 ) 
5 J. Biol. Chem. , 2002, 277: 34933-34940 

(ttwnxm 3 i ) . 

J. Biol. Chem. , 2002, 277: 30574-30580 

( # # ff x m 3 2 ) 
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10 (*#ff$i3 3) 
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93 © US ^ 

**W#tt,J:|B««K:«*tt*ttWUfc*t*, 6 7LR 
15 ^«BAg4l»[$|i1Hf^ffi % Jfa.Wff^PJ.Wftffi, ^^J^cote^^tt 

ia m i¥ m , wmvkmftm, ^tv/v^-^i, & « ar « as <re 

ffl , / * fit , ^ B ^ y 7 x/i/ h t a/«l«jfe|8lt^ffl 

20 MP * & ^ « T IB <D m X> T? & 5 . 

[1] S^l^li 6 7 kD a 7 • 1/ -fe ^ * — £ © j|g 

* © ft & vn & « ft *<, * 7t » ft * & « ft u . * © n ft « « ± 

&&fcft*<D&ikfc<km&fymmn&mftm, jfc * *f ^ la # 
=¥ - f£ # , t& jir site ft* , ^ / * r± , * » y -7 * ^ 
iffl^iim^Mf^ffl, jfiLWff^pj.*^^, ^ *m j§& © ijg 

l£ P£ * f£ ^ , ft S « £ ffi jg , Si7U;^^f ffl, ^lSjM 
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te.m<D * * v - - >- ?%m 0 

[3][l]*fctt[2]K:lB*©;** ^--^^SUc 
[ 5 Ht a* , *7^ylt^5[4]fEiol!| 0 

i£ <£> HI % „ 

tt B # ffl , ^Tu;^-#i, ^HjM^'fb 

ffl J: 9 ^ B£ 5. V / * m V # 5 ^ B <D 1t K J% ^ 6> 

5 [ 3 ] & [6]©V^-ftv^(cl|2icCD^^ 0 

[ 8 ] #ffl JiS £ ft #i ffl ffi , jfiL m £ PJ. * fls ffi % & / * , 

[9 ] ^ & ri* 5® T? 5 [8 ] 12 *c ^1 ^ 0 

Cl 0 ][3 ]fr h [9 ]OV>f ti^ f-lElfe©|j£%&fc^^/&;£2fe 

[l l ] [ l 0]»«iol4jft^rjfeK:j:9#fetu5EJia|ft/a^ 0 
[1 2]ifvs(/u&Z^irZ ) 4k<&!% } &xf®lWi4k£?!%)b 6 7 kD 
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* ft W M U , ^Oijf ig^i !) tl^ft^fe t 6 7 k D a 7 
-t~ Z> fc&ys k 6 7 kDa ? * =. ^ • / ^ ^ ^ 

Xg£r^tp x ^ ^ o ^ ^ y — — >- ^ ^ & o 

[1 3]#o^;Vj£Sr|rt5ft^«0 6 7 kDa?^y. U 
ty^-C^fSi^t, Hift^||0 6 7 kDa7>; = 

10 ^ <7> 6 TkDa^^-^.u-fe^^^-^^^^^-^^-^ h ^ ^ 

- © # ^ ^ « , © HHfc <8* 

15 ^^y-=^^^fe„ 

R / * n % ^ n y 7 a h t^^iiipif 
20 S [ l 2 ] S tt [ 1 3]}e:|Bife0^^y-^v^^fe e 

[i 5 ] # * ^ ^ & & & t % it & & m -t- z mm ^ & ft m & . 
mmmmnmftm, ikwm±mmftm. 2* / * fc « , mm 
fov>m&fsi§i®.mftmx-%>z[i 2 ] * it « [ 1 3 ] k ia <& © * 

* y 

25 [1 6]{k-a-%^^n^/v.^^^--f-^^ 7 ^^ v ^^ fe<5 [ 1 2] 

a> £> [ l 5]ov>-fttd>j2i|B<i©^^y— ~ ^ ^ ^ 0 
2 1 5]©V^;h//^K:iS^©;*:? y — ~ v ;7* ^ 0 
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[1 8 ] [ 1 2 ] [ 1 7]©V^;h/3&*fc:|B4ft©;**y-- = v ^ 

fs tt b. # a , ftm&mftms Rrw^-ffffl, #c s> m sis 
5 itwm , & t>* / * it » , ^^y7i;nt3^iiiii 

ft 5 [ l 8 ] IB 4ft & ft c 

0 Z>mM<Dfctbfcm^t>tiZ>[i 8 ] * ft [ 1 9 ] t!l IB 4ft © 31 ^ „ 
[2 1 [2 0 ]|Ht©lfe 0 

[2 2 ] [ 1 8 ] M 2 l]OVN-f^dMc|34ft03lfeSr'fb;#^^ 

5 [2 3 ] [ 2 2]^|B«©Mit^&^J:9#^^SE^p R n m^#J 0 
[2 4 ] 6 7 k D a ^ ^ ~ ^ • W"fe7 p ^*-t^^f<5{b-^%t? 
&oT, *M^S*ft5ft^«l)}S8 6 7 kDa 7$ = 
>- • u±7* — lz.1£&<tz>9-'( b t m — © 1^ 4 b ^ i~ 5 

0 [2 5]^^#j^S^^^^^-efe5 [2 4]|E^©{b^^ 0 

[2 6]*r^yl^xk°^p^f^y 1/- h T? & 5 [ 2 

6 ] i3 4ft <o it -a- ^ o 

[2 7 ] [ 2 4 ] a> [ 2 6]©^1*ftd:>i;ifB^(D<fb<a^:S:^t?iSffl 

j& m m n m n . 

5 [2 8 ] [ 2 4 ] [ 2 6]OV^•f ! 4^^M^IB«fe©^^%^^•^PI6L 

* *f £ p§. m n . 

[2 9 ] [ 2 4 ] 6>- [ 2 6]OVN-ftb^Hl|B4ft©'ft;'fr*S:^tf3S 
[3 0 ] [ 2 4 ] d> 6> [ 2 6 ]©VN-f^b^M-|B«4^^^#/^^tf^L 
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in 

tit? 
2 m 

% 4 El 

% 6 m 
-r m -e h s 0 

^ m 4 ogiii^7X*yftifttyti!:j: 51^^!^^ 
-T EI t? £> 5 0 
f 8 i 

*&mte, 6 7 l r & * - ? », h 1 1- % mm <d m tc & * ? 
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*mw<D — o<Dmm t ltij, i& nut -a^ t 6 i lr ^ o 
m <d m. & & ^ « & * 7t n & * ft m ^ u , <d m & m m 

mmm^m. nmizmftm, u j^^-^m > #c » ^ sub 

R z* / % ft ft , ^»^y73:/i^hir = ^*s«iisia*f^ 
litts^fc-efeSiUitsiSi^tf, #ffl J® ±t at #i fftij 

^ W t f±\ GenBank Accession No. 
NM_002295 Si c D N A|3?lJ ^ t i itSfe^^V^g&fl 
& a — K 1~ 5 IB ?U £ ^ iA if J; 5 CLT8*©7>f ^7 y - 
S:7y7-U-hHTPCR^|TKit', 6 7 L R <D c D 

*vfcc DNA4:$I©|*©v e c t o r tge^®*SpI|| 

V> < o O c DNAH#iieS^S©|fi}^5 (Proc. 
Natl. Acad. Sci. U. S. A. , 1988, 85: 6394, H. You £» , British 
Journal of Cancer, 1999, 80: 1115-1122, K. Satoh £> 
, Biochemistry, 1995, 34: 11276-11287, T. H. Landowski 
6 )o 

*3 , 6 7 L R » , ifef Htli37kDa©40S!) 

^y-Ae^g&fx-fe^s, 31 -t- s » m « 6 7 k 

Da ^5:ii5*p^tv>5, ^: ^ §^ jo T > m IS 
5t5#^l:i4 6 7 kDai45i6«f*ot, ^^^^ 
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& 5 6 7 LRi: IT MB £ fl , ^ i ^ I f fc (t T* ^ < , 
*©»#^:/*-K*Jfl^*::it>T*|6-<»;jb$. 6 7L 

r r± , ^y--^©ftwct, « * ht N iit/d 

i k: j: u , ^^iim^«ijftffl, J&. * iff £ pi « ^ m , mmm<D 
m®m&mwrfm . wm&mftm, K7w^-#i, urn 
mmitftm , r t>* / * & , ^ p ^ y 7 ^ /v , j, ^ 3 ^ m m & 

^UlCfiHttt, *ffl jfe ffi <to , #ffl IS ifiP * _L ft , 

ntkmmtkyo, ±m^mm. mmmmm. mm sat 

WSM. << "7 K, #E ^ ^ ^ K ft {fc % N {£ # ^ % 

^ 3^ & fls jkk ate^^-r^^y — ^ N ^ y ^ 

= V^tete/H£fi,5jBtRT»&;h,tf&< „ # (j: SO RS tt £ *u & „ 

* SO ^ f 5 tf* , ^. ^ ^ ^ ^ S'J ^ ^ ^ % ^ 14 ft # Wt 

& «r Al ^ i" 5 # 48: © - W k U T tt , ti^©||«T'*ti 

- 5 L T M 1^ 1^ £ $J £ L fc ^ ft ^ -ft: ^ m # 6 7 L 
R K JC iftfc: f£ -8* -f- 3 # N * © # 0Mb -0* *M* , n j& ^ 

# « « « ft* ill , ^7WK-^|, RtJf/ 
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* , ? * ^ * ? = ^ h ^ = •fmmmw.mftm & G~t- zm 

^ /B v^ 6 r i: # 3§ T* & 5 . 

f loil^fc^t i 5 fc % .*n 13 *t§ « $0 $J ft; £§ % JfiL W fr £ 

u?v*?-ftm, & ® m m <t & m , Rxt/stcK, * * ^ >y ? 

£ © i £ t>* h , ^n^f/VS^^fSjUin^ 6 7 L R £ 

it vxmmmmm^ t \^x mm-r z> z t # 0* 3 <* e> 

tt , ^ff^a6Sr^rf«^b^*i:RI«|of^ffi, 1~ ft t> , *» 
US ii JS #] fls /H % At ffiitf^ffl, 5®lfflJ^O^^SttPJ.# 

X U« / * tt , * a y 7 * /v- bir = yjSflS5lfeia*f^fflSr^r 
tot, y -=>^^SC*3V^T, 6 7LR 

mmm<Dm&m&m.mftm > # & # £ /h , ^tu^ 

~ # ffl , £l Sj M ffi ft* ffl , XO=, ^n^y^^/vh^ny 
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n - ; v m & m if b % 0 m k » % ie^ B *7^y # w - 

h # a* 6> *b 5 . 

r m w -r z> . 

**WlCj8»t59JOttii LTtt v 6 7 LRICJD^, £ £> 

it « 1- s „ t> , # p «r ^m&m'tzfc&mx.Tf 

fc£ ft ft #J b 6 7 LR^O^^og^v^^tetfj^fcra^fi 
«F R: «l £ b , © $j £ |± 31 £ D & ft ft % £ 6 7 L R £ © 

« v ' ^^^c^^^m-r^it^mt 6 7 lr^o^ 
& 75s # e> 5 o 

* % ^B-f^Ift|rt5ft^*©6 7 kD a 7 ■ 
U± zf * - Jz: *f -f 51^- £ , «ftft£-*©6 7kDa7$ = 
^ . ut/^^-t^ts^^^^A^^^^^^ M ifcft 
^ © 6 7 kDa7^y.l/t/^-^Oi^f5t^ J. t s 
•tf n 4 /i/S?:f fS^^-i© 6 7 kDa 7 S = V • 1/ ir ^ 

-^©g^tstoH^ im - <d m & k it , ^ <Di^mit ^a- 

A- £t # W: , ^fM;HlrttH^i06 7 L R ^o^-g- 
#C 6 7 L R ffi # © 6 7LR^©jSg£-&|$l^LTV>5 0 fip % 
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# IS 9§ O #J <E> |g |£ T* & 3 , ^fp^/H^f fSft^t^t 

£ # 1- 3 ^ N M k. N tI©||^J!^t^|:p B 
S Buffer -CjfU^^bT^ffii-S 4:^"^lfiT*>5.*fc % 

»^{b^^i^n^;H|rtt5{^fei 6 7 R L |§ 31 

% ^ #n Jig # K flj R5 ft V^ 0 

# S « ® f£ ffl , ^ Tl ^ /V ^-ftffl, £t!bM$Hbfisffl, & r>- / 
*5 % ^ ^ §^ ^ $5 T fi ^ -iife^7H- = y^ia 
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# * 6 0 

5fi#Htll, m 7L te\ £ S l£ 7 Jc, ffi ^ $j , ?Ub g(K H 

m #j , # ffi ^ #j x ^ ^ ^ n % if jjs ^ ^ ^ % - ^ ^ ^ ^ m 

& T & & * if © is , fiP«jS^tRl«6T?S>?) v jsS u, 

tt , &#£>#:fi^¥S{K gttlli^Dt, 

*R i~ S r £ ^ nj f£ -e £> 5 „ ft 33 , ttft^l^DNAt i 9 
a - K $ tb % Z © X* *t te\ SiDN A^ift^ j^f 

in — © -r K'g^tMUi^Mo^oiint^ 
l r ^<dm& &m.m u , ^©^m^p-r^ssrwi-s-fk-^^ 

©»l/l&tBWB]«IJS&;SI4rR&WL-CV^£i # n >f A' 2£ 

S:tt5ft^ftl±ft6 7 LR*it#:<D6 7 LR^Oi^*|fiS 

&t>*>, m t v x <d m m & »s m x* & 5 0 
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m 

u m- & £ t>* ^ is 

( 1 ) . #ffl Jfe *5 £ t>* #H J& ^ 
*3**fcJBV>fcfc Mfttf^ftKtt A549 (ATCC Number: 
CCL-185) 10% * S'jfeJgjfLttf (FBS) (Bio Source 
International , Camarillo, CA) $S A P ERDF ife ( @ K M ^ ) 

37t:. 7k^ft&?q Lfc 5%C0 2 &#TT-$!ft, H ^ b 0 
ERDF mm 1 L 1.125 g © NaHC0 3 (fr**EX, Osaka, 

Japan) * An* ft: „ IB J& tt *f ft it flft #1 « * i£ # L It . t 

h y ^^Miffl^tt DND39 HU 5%FBS^Afl RPMI-1640 
(Nissui, Japan) 37°C , * ft ft £§ f p L fc 5% C0 2 & 
T T* ft , i^ftfc, RPMI-1640 # ifc "fun tt 100 U/mL ^< 
= > V > (Meiji pharmaceutical Company, Tokyo, Japan), 
100 mg/mL ^^/hv^Vy (Meiji pharmaceutical 
Company), 12. 5 mM NaHC0 3 ( ?P % ffi H ) , tit 10 mMHEPES 

( 2 ) . * 7 s " * V 

1^* f Jf- V epigallocatechin-3-0-gallate ( EGCG ) „ 
epicatechin-3-0-gallate (ECGK ep i ga 1 1 o c a t ech i n ( EGC ) „ 
epicatechin (EC), catechin (C), 

epigallocatechin-3-(3-0-methyl)-gallate ( EGCG3"Me ) YZ 5 
mM (omm ^5i5C!) ^ife^ -y ~7 t ' — (PBS) J$ # L it . 

ttfi^tfi* Ltl VNfc„ PBStt, 1 L \z. 

*fb, NaCl (Nacalai tesque, Inc.) 8.0 g, KC1 (Nacalai t 
esque, Inc.) 0.2 g, Na 2 HP0 4 (Nacalai tesque, Inc.) 1.15 
g> KH 2 P0 4 (Nacalai tesque, Inc. ) 0. 2 g l:^)|li|tfc 
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Caffeine $5 & T$ quercetin fit Nacalai tesque, Inc. <fc 
flAl, ffi # fit PBS ^ # fit *J * J- ;V X )V * dr *, K (DMSO) 
(Nacalai tesque, Inc. ) \Z. 5 mM ©Ig^i^i 

m m v tc 0 
5 ( 3 ) . umis «t x*m& 

PBS 121°C, 20 h * U^/ig U fc 0 

All-trans-retinoic acid (ATRA) fit Sigma (St. Louis, MO) 

10 RNA tttfjfcfflV^fc TRIzol fit Invitrogen (Carlsbad, CA) 

J: 9 It A U fc 0 0. 1% 31 ^ ;vtf » ^ - jff * — h (DEPC) 7k fit 
Sigma (St. Louis , MO) ^PjlALfc. RNA *g fl? {<: £3 V^c DEPC 
fit DEPC *S ft £ & o. 1 % t * § £ o \c m m Zk 7JP x. T 2 

15 01igotex-dT30 *5j;t>*t b fl& $g & 3€ RNase >- t If * - fi 
Takara (Kyoto, Japan) J; £ N Moloney murine leukemia virus 
(MMLV) - j£ & ^ & fi£ Amersham Pharmacia Biotech (Bu 
ckinghamshire , UK) £ !9 If A L fc „ ^^-fv-foty^^ 
^U^-^KI* BIOSYNTHESIS (Japan) <fr fift Sr ft * b . Taq 

20 DNA polymerase (i Fermentas (Vilnius, Lithuania), Ex Taq 
fit Takara i «9 JK A V it . Poly merase chain reaction (PCR) 
fit GeneAmp PCR System 2400 (Parkin-Elmer, Tokyo, Japan) 

(Sawaday Technology, Tokyo, Japan) £r ffi b /c 0 
25 ?*--^y<D'<?*>-te^ pT ARGE T™ Mammalian 

Expression Vector System (Promega, Madison, WI) £r ^ 
fco MSH-fit QIAGEN Plasmid Midi Kit * fit , EndoFree 
Plasmid Maxi Kit ( t t> QIAGEN) £ ffl V^ . 
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LB igi&te Bacto Tryptone (Becton Dickinson, Sunnyvale , 
CA) 10 g & «£ Xf Bacto Yeast Extract (DIFCO LABORATORIES, 
Detroit, MI) 5 g, NaCl 5 g & jg M. tK T? 1 L 2£ #P U , * 
— h ? U — 7 Vft 0 60°C fcj&Stti^, 150 mg/mL <D T 1/ 
t°>>yv (jyf^y ytfun (ftftfrfillS) & 150 

1000 mL M X. It o LB 7° U — h ft Bacto Tryptone 2 g, Bacto 
Yeast Extract 1 g, NaCl 2 g, Bacto Agar (DIFCO) 5 g Jp 
X. % j@ *6 7k 200 mL ^ ft? L ^ - h ^ 1/ - :/ b , 60°C \Z. ft 
S b T b , 150 mg/mL © T ^ fc° JJ V £ .200 mL x_ % 10 mL 
dish (Falcon) 10 iLf O^^ tfc 0 Isopropyl-b-D 
(-)-thiogalactopyranoside (IPTG) ?P 3fc JMS 3H <£ t> #1 A b , 
0.1 M 5 £ 5 fcilfi Ufc c 

5-Bromo-4-chloro-3-indolyl-b-D-galactopyranoside 
(X-gal) (%nytmm) & 20 mg/mL k ft 5 «fc 5 N-N-dimethy 
1-formamide ( fp }fe JH HI ) Kl ^ fl? U 0 SOC tt , Bac to Tryptone 
3 g, Bacto Yeast Extract 0.75 g, NaCl 0.078 g N KC1 0.027 
g, H 2 0 &<i:4 148. 5 mL }C ft § * 7JQ x. ft 0 £ 05 ^ m & * 
-h?U-~7Vfc 0 ZL tl t i* m Or - h * W - -f U 2M 
Mg 2+ ?g (12. 324 g © MgS0 4 • 7H 2 0, 10. 165 g © MgCl 2 • 6H 2 0 
£ ^ #6 7k \C m 50 mL iz. V tc ) £ 1.5 nL jDtfc, r. © $j£ 
100 mL }C 1 mL © 2 M ^ a — x £ #n £ T Yf J% b fc „ 

DNA ^-^r^D-^-n ABI PRISM 310 Genetic Analyzer 
(Applied Biosystems, Tokyo, Japan) £ ffi , O , ABI 
PRISM BigDye™ Terminator Cycle Sequencing Ready Reaction 
Kits Version 2.0 (Applied Biosystems) & ffl V> 0 Template 
Suppression Reagent (TSR) f± Applied Biosystems J: «9 fjt 
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mm^mAK ft, FuGENE™ 6 Transfection Reagent (Roche 
Diagnistics Gmbh, Mannheim, Germany) & % X ft o fc 0 

7 v h * h V -mtirmomt h Laminin Receptor 

UWte NEOMARKERS (Fremont , CA) £ V) ffi A b fc 0 * T ^ ~f 
=» ^ h « -A-£t#*W * ;* IgM^C#:« Zymed Laboratories, 
Inc., San Francisco, CA) & ffi V^ fc 0 Fluorescein 
isothiocyanate (FITC) m f$ £t -*? $ * IgM ~Y £t W 
Southern Biotechnology Associates, Inc (Birmingham, AL) 
£ 9 Si A b fc 0 7*-V(h*~-?~-\z.\±^ FACSCalibur 
(Becton Dickinson) & -g[ f$ L- fc „ 
(4) . RNA IS ttt *5 J; £>* cDNA & f& 

hhfrtft 1 mMATRA T* 37°C , 24 mm^M b fc #ffl £ PBS 
T?i5&#b7c^ 1 x 10 7 cells fcx*L 1 mL <D Trizol £ #D 

^ , 0.2 mL ©**»*/l'A&^2niLT«j:U<te£|flfc«iLft: 0 
tSin^Wil, 12000 xg, 41CT? 15#ra«»fc Lfc. ^ 
^ ± m fc 0.5 mL <D 2-zf n y - &mi)QVT Wt L> KUfflffi 

w mm.\z io ^p^#« 12000 x g , 4°c 10 ^-^^^ 

L fc „ CO±§§r^iL, 1 mL <D 75%^^ / — }V t? £fc Wi & 
V Ufc„ 12000 x g, 4°C1? 5 _h?ff ©ai * / 

-^*W*5IRD»4L,tt*Lfch-^^ RNA £r 20 mL O 
DEPC 7k^mm$lttc 0 cDNA 1^ ft ^ T fc £ 5 fc L fc 0 
* t\ 10 mg © h — ^ ;v RNA fc 0.5 mg/mL <D (dT) 20 7°^ 
^-IrULiDt, 70°C fc 10 # M g \,s ^ % *, fc ^ -f 
5^T'7 = ->)y^^|Tofe e fcfc, 10mMdNTP£ 2 mL % 
RNase inhibitor & 0. 1 mL, MMLV-j£ 3fc ^ p£ m fc ^ # $ fc 5 
x ^ y 7 t — Sr 4 mL i)P t , DEPC 20mL i45i 

5 fc bfc e (DM&ffi.* 37°Cfc 1 cDNA £ & & L , 

97°C fc 5^^1I$|i^^ S ^ fCo 
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(5) . 67 kDa Lam inin receptor (67LR) ^< ? ^ — (D ffi 

DND39*fflfl&£ 1 mM ATRA T? 37°C „ 24 R# HQ «l 9 U It £ , RNA 
ffl Srf? cDNA & L 0 Full-length cDNA (Yow et al. , 

Proc. Natl. Acad. Sci. USA., 85: 6394-6398 (1988)) 
#CLT/7^-7-^^^tfc (H-LamininR-F; 
5'-ATGTCCGGAGCCCTTGATGTCC- 3\ H-LamininR-R ; 5'- 
TTAAGACCAGTCAGTGGTTGCTC -3') 0 ^ 7 - ft 20 iM (ill 
bfc 0 #/&b7c cDNA 1 mL, Ex Taq 0.1 mL, 10 x Taq * >y 
y T — 2 mL, 2. 5 mM dNTP 1. 6 mL, ? y 4 ^ — £ & (O ft <£> 0. 5 
mL, dH20 14. 3 mL & & » L T , PCR ^ftofc. * # tt , & M 
m 95°C T? 5 # HQ , ^ttgJS 94°C T? 30 # HQ , T = - y is ? 
58°C T? 30 # HQ , # ft S J& 72°C T? 30 # RQ ff ^ , g ft ^ j£ , r 
= - y V ^ 43 i t>* # ft S & 25 -9- <4 V ;v ft o . 1.2% T if 
^-^y^-em^^c»^frV> % g6<JO^^ K <Sr Wizard SV Gel 
and PCR Clean-Up System (Promega) IrffiV^ tfll Lfc, £ 
<D is- >r > * £frV> , IftfcOfSbS; ^ & # L 0 T4 DNA 
Ligase 10 x buffer 1 mL. pW" Vector 1 mL, T4 DNA Ligase 
1 mL ft £ U PCR Mm 2.82 mL, dH20 4.18 mL t T 4°C 
-ftIl7-< ^-^gySrffofc, WTIt If :t* ^ n — ^ ^ 
?bmm<DWifE&ft^fc 0 = n - — pgr T'iEj^^J^ ^^ffVN % 
3P=-Sr6A?T?j&oTLB«fi|:f L, 37°C , 150 rpm "V 
-mMt?mmVfr 0 ZfrlZMMV, EndoFree Plasmid Maxi 
KitT'ilLfc, Z.<D-> — frtsa&ff],> % 67LR T? & 5 £ t & 

(6) . 67lr (d — <Dmm 

mmVtc 67LR &m-<?*- (pT ARGE T- hLamininR) & 
FuGENE™ 6 Transfection Reagent ^ffiV^T A549 M J}& iZ. 3$ 

xvtc 0 mmi-±£XTKi&-<zb&<Qx*hz> 0 mm* 1 x 10 4 
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cells/mL ( 10 % FBS-ERDF « jfe ) \Z ffi & U T fil £ & ^ „ 24 

ERDF D FuGENE™ 6 < * ft * © 3 ffiF ) * K J** *. , 

H & i? ft: . & iZ PT ARGE T- hLamininR & M pim^frlzm 

■tf, Siftfc 30 #(igff v^„ *if&f» fcip^. 48 I^fW, 

(7) . 67lr ®ifflft$iitomtzzLm*rfrU!&ft<D&w 

U , 5% FBS ^ W ERDF i& % T? 37°C , 48 .1* M I L fc . & 9 

© ay ft ff o fc e 

* It , EGCG IMIi: Ulttt, Ml 10 „ g/mL (1%FBS 
Hr *T ERDF J* jfi ) <D fa 67LR ft ft. & 37°C , 30 # R « 9 u it ft , 
EGCG , 5ifr^iilte(c^t5^f ^^^^^^ ^ 

iff ^ y f p^;^ Itvty^ IgM T'^R^o^a^ 

(8) . 67LR »fW*aj»lfifc»-f-5#a^^©|S^tt»*f 

SPR670 (Nippon Laser and Electronic Lab., Nagoya, 
Japan) \Z X V U ft U tc . 2»J ft fci ft -f % ^V^^g^O^sp^ 
* H ft <fc«fe«rffiVNT«eJS«r AflC (Nippon Laser and 
Electronic Lab.) In @ ft U fc „ 10 mM <D 4,4-Dithio 
dibutyric acid ; DDA (I^ft^If , Tokyo, Japan) a * 
(10 m LO99%i^y-;^(C 2.38mg© DDA * 

^^b, ^ * / £ K l/ioo fc:** Lfc) m^jKfcft 

b x (&<z>m&±\z)m j ¥ friz mm.-v 30 &mmw\^it 0 &iiz, 

BfeJftfcjR (SA JR) ^iALfe, 25 «g 7k*tt*/nj?s?>f 5 
K ; EDC (frftMX) & 1 mL ft ft tK te , 15 mg N-hydroxysuc 
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cinimide ; NHS (fqftfcfi^) Sr 9 mL 1,4-Dioxane (Nacalai 
tesque, Inc.) Kl*r*i,^;h,*£8|Lfc 0 ^ft^tl<D&m&m& 

u , sa i^i^o^i^gut, io am* 

# b fc 0 £ ft 10 mL O Jg M 7k £ M 7L , $ ^ -e 5 # 

W ^ # L „ jfi M tK T? 2 m , ^ ^ ffi m tK JOE *r j&Mt * J: 5 
2fe $t L , |£ j& (JRS£)$-itrT;fr — h y * * v h L, „ as 

£ 3 x 10 5 cells/mL (^w—^y^T— T?*>« PBS) JC p 
»U, &JH_LK 20 mLItu 30^M*Jli!:*JV>TillJfitH 
bfc * PBS f 1 % 10, 25, 50 n M # iR L fc Hfe 

I^f^ylraAt, gffi/7X^ yifci^g (Angle) 

EGCG t in! 67LR <Dm&WL&&&& tt , ^ $1 g 

10 a g/mL (1%FBS ERDF « ) © #c 67LR */l #: £ 37°C % 
30 # m A 9 L fc * s 3»«4«rAitK:H)fefl5U*iB^9X*j/# 

L- fc 0 

(9) . 7n-f^ ^ h JJ-gf 
67LR Iffl ^ ® }c H tt^ -5 r t t5S £n h tl X ^ 5 <D T« % 
«BIS*ffi±fc*a Ufc 67LR h Laminin Receptor 

(lr) ttwtt m^tc? * 4 y ? h v ~mm\z x v & m v 

tc o #ffl & HI 1R U , 1 . 5 mL ^ y ^? is 7 f a - 7* fit 100 

it L O 1%FBS-PBS tf» fcmj&tf* 1 x 10 6 cells ^ £ fl -5 J: 5 
fcW»U,l*tt#fcbTiftth LR & ft «r * Wk A 10 n g/mL 
t 5 £ 5fc^APL./t 0 4*C-e 30 # Pfl V ^ ^ - h L & % 
PBS t? - 0 ft » b fc . , 2 & }ft #: £ L T LR fetfor^ 

V y^mm-f- V * IgM FITC 3K Vft & # & & ft 25 

11 L © 1%FBS-PBS * T» * M A 12. 5 * g/mL i: 4 5 i 5 |: i 
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J£ L , SO\ PBS {C#S^L7a-i^--r h^-^-fci^)^ 
#f & ?f o fc „ * # x W :/ a ^ h n - ;V IgM#L#£r|i|C»ft 
(10 msM) 1? S £ -tt fc „ nmmffi 67LR IS 31 4 ft LR © 

5 EGCG^tS^ 67LR #ffl J3g ^ ffi IS 91 fcj tft»« £ 

"TSfcftK:, li^^L^^f^ffi^^rStfi^, jf&3§ft 50 M i £ 
*5 i ? tlllfc EGCG^H 1% FBS-PBS t? jfifl jj& £ ®>m b , 
37°C fc: 30 # HQ © Vn it .. £ *b £ , PBS T? - ft ft ^ U It 0 ^ & tt 
± 3zfe © f¥ ffl £ 1 & tfc # & fr W 36 & fr o . * fc . EGCG & 
10 ^*&V> 1% FBS-PBS T? t> & 3 & ?t Vn % ^ItHfe. 
(10) . US fh ff-gt 

^^r^^ C9^f+^S K: , Student's, t ft & ffl Vn fc 0 
HJfcM 1 EGCG ©j|BJtejfe^tt*5J:U!*ll«[flHftH:Xtf-t- 67LR 

15 tomcat xo&w 

67LR ^^^<^ (pT ARCE T- hLamininR) £ FuGENE™ 6 

Transfection Reagent ^rffl T KTO^Sia 59 A549 %® 
ISi-iA t fc c UBflSSr 1 x 10 4 cells/mL ( 10 % FBS-ERDF i§ 
» ) iHIlTSSlfc, 24 fl# ffl . f- a. - :/ £t \ZL ERDF 
20 igifc&Ift D FuGENE™ 6 ( it ^ * © 3 ) £ It 7JD £ , |§ 4> 
frKtA^lt. »li:8*©»Sf pT ARGE T- hLamininR £3jp £ H 

48 b# m s 37°c m m % m m l ^ „ r © 67lr —^mmm.mm 

fc^Lt, EGCG^^il^T^iPt, 5%FBS ^ # ERDF 

25 an? 37°c , 48 m m m b fc „ immtk, m m m <o it m & ± u? h 
y v ^ - & ^ «fe m i § £ # m <d m s «r fx o fc 0 

M , 67LR iif£^^^£-frfc#fflJ§&^:fcV>T EGCG M ft 
ft#ttte*BII&*t*ttflflasBfte>;h,fc 0 * % <B J& i» A $ * 
67LR at ^ * K: Jt M U T JNe J» ii J|t © » #J t> B ft 6, *u . 
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67lr & m&mte&&'t zm* ? it-? & v) ^ - <o m. m * 

(DftT&^t ^--«r*A UfclBifeT? EGCG © 8& * # if & £ ft fc 
£ i tt , EGCG ©*t*tt#i»:fcLfcfc*T?ttfev>*fc%;jt&;h, 
•So ^ - T* , ^©i^Jja^^-fS EGCG Oi^tt*Uffi7'7X 
*^#*-feV^fc.J: t) &>J 5t b fc o EGCG fit 5 ix M "t? ^ 7b 0 
*f J^^-^iALfc A549 mm, Xte^T © Angle 
(I***) L*»i»iHft*»ofcOfc»U, 67LR^^ 
^^^-ilAlfciUfitH:, 0.25 fig m A%® f& X 1~ X Iz. 

kngie (D ± m ft m ± & m & b , £ h m o. 5 /x g a b fc *n 

67LR ^i^^-iAICi!) EGCG O^fflJ^^S^O^-^^^ 
i ^ t 5 ^ i ^ $ 0 

MMM 2 67LR <D #H J3£ & M % §| ft © ftij £ 

67LR fca^^-fr^A-fSJ: £ T? „ EGCG (D M jfe * ffi ^ 
Oi*tt***t5:iH:vi*ifc. fit, i © © 

*t * # £ r in m m ± k 67lr m m t>* m * u & & * x & 5 a> 

*"f> #H0£^®© 67LR <D$&mm<Dmife&n o fc 0 

B "^® A54 9 inifiTy^r^o^a^Bft fettfc. i©jnn&^ 

£ ^ * * - (0.5 m g) Sr3tAtfcimj|&TH:f:O^S*l:isi 
^ ^ fii fg & *t & o . t £ £ tfS , 67LR 3! ^ ^ ^ * — 
(0.5 /zg) «r^AUfc^BJteTMi,^m*^^if'S^ii^T*5^, 

r © i £ ^ e> , m&&m\z. 67lr ^iiuxv>5:Hsp|f, 

iz. o fc 0 

£ , EGCG tfS i © 67LR £^LT^-^LTV^5/^£K£ 

fc-fSfctf), 67LR ^L^^^^$*5tiffc EGCG & tfs ffi $ 
* 5t o t5t, = ^ h « ~ $B IS tl, T Vn 67LR © 
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m 31 a* % a> rt _b , i < * o t ^ fc „ £ fc , c © ^ $ & N g ^ 
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